A rapid, simple, and inexpensive method for quantitation of viable mycoplasmas is described. Serial dilutions were made in sterile microtiter plates with standard microtiter equipment. The results were multiplied by a factor of 2.38 to obtain colony-forming units comparable to those obtained with the laborious glass pipette-tube dilution method.
land, N.Y.]), 10% yeast extract (GIBCO), 2%
glucose, and 0.004% phenol red (3) . Viable counts (colony-forming units [CFU] ) were determined on a similar medium containing 1% agar (Difco). Twofold dilutions of the stock mycoplasma cultures were used in this study.
CFU were determined with microtiter dilutions of the mycoplasmas. These dilutions were performed in triplicate with standard microtiter equipment in sterile flat-bottomed wells (MicroTest II; Falcon Plastics, Oxnard, Calif.) (6) . The wells were charged with 0.15 ml of unsupplemented mycoplasma broth, and fourfold dilutions were carried out with 0.05-ml standard microtiter loops. The final dilutions in the wells were 1:4 (Fig. 1) . The plates were prepared with 3 ml of mycoplasma agar in petri dishes (35 by 10 mm; Coming Glass Works, Corning, N.Y.) as described above.
For purposes of comparison, we conducted dilutions similar to those described for the microtiter system with glass pipettes and screwcapped glass tubes (13 by 100 mm). These dilutions were made by adding 0.2 ml of mycoplasma suspension to 0.6 ml of unsupplemented mycoplasma broth and making fourfold dilutions in a series of tubes that each contained 0.6 ml of mycoplasma broth. Samples of the same dilutions were taken from the microtiter wells and the tubes.
The M. pneumoniae cultures were incubated in a candle jar at 37°C for 5 days. The M. salivarium cultures were incubated anaerobically for 7 days in a GasPak jar (BBL Microbiology Systems, Cockeysville, Md.) in a carbon dioxide and hydrogen atmosphere (GasPak generator) at 37°C. After the appropriate incubation, the CFU were determined with an inverted microscope at a magnification of 40x. Only the dilutions that had 10 to 50 colonies per inoculum were counted. The numbers of CFU per milliliter of the original mycoplasma suspensions were calculated with the following formula: CFU per milliliter = microtiter dilution x loop dilution x average CFU.
Differences in both the diameters of and the volumes in the dilution tubes and microtiter wells resulted in different fluid surface tensions. As a result, the calibrated loop pickup volume was decreased in the microtiter wells, whereas the pickup volume from the 13-by-100-mm tubes was approximately the volume of the loop rating. The platinum loop (American Scientific 
